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1 

fiSBJc^A l/TgdffiDN ASrfrfcJ: 0 rj- KSti-SSe 

m 

[il*«5l pSSDl *-Sli(ipSSD2 T*5a*JS4IB 

[000 1] 
(000 2] 

-f>^'-7xD>. 'f>^'-Q'f + >. XUXP7i?-fX 

^'V. 4HtJS«iS!l«i:SaEieiS*nTl»*geHESI© 

*<oTc*ie,©5>»ges^Rgeasr3- H-r-&ae 



(2) ^^BBV7-l 63379 

2 

^«:S««Hci'n-->i^T?>fi«*»T€rntf. *»© 
^SjSeg6H©»J8*J»^K:«Slc&<&t»|»$n 

(0 0 0 31 5>»gas-?>Kgea«-t©75/*«(t 
£/^^:^;^S5^l^:ll^tfn*tt2 0 75 y»aaA»&&sE 

■r-5aG^*^n-->irT#n«. 5j»gaa-?»Kg 

Ejtjsn- H-r^sae^ sswwici' p-:i>i^-r-s:*r 

10 &\t, *fc*»6nTV»&V». 
[00041 

CI6M*»/»ftl/.fc5tT*IIUil *f659©BWtt. 
[00051 

wfi-s. •7-*-gea©ae^i:«&3-&fc©t. ^ 
a> ftafic^A-rat. T-^-geaifttft^Kiwijas 

i^:>-;i'E?!i'^:/5^ H&irr<&gea^£3- H-r-sae^ 

fiftt)^, *^?att, ttS©DNA WfrS, T-^-ga 

a£3-h-r-5ffle^©±ssic}*AL75:©^. Kae^ 

sgeatsfiiE-7-*-gesi:©SM^gaH««Ji 
v-*-gea*5««a»c^^»$n-2.c:ts}ig 
JctT->i'±j|^E^'^::/5'H&n-H-r*DNA Wfrsai 

©T«lC??fi-rii'D-->^S8<S. •?-©T«lC. i'D 
-x>i^»ti:(c»A3n/!:afi^©3-x-< >i'®«ii: 

iEav-*-gea*3-H-r««««^t»:'7Xs h 
[0 0 0 61 aT. *^mm\zsmt^, 

(0 0 0 71 »«iaBBffl:/Dt-^'-. -yif 

:i-;VE?i)'^:/5^H*3-Hr<bDNA»rn-. v-*-ga 

4(7 a^fen-K-r-sae^s^^tj'^i'^'- mi) ^t^n 
u. cn€««ifflaic3iAUT-?»txtf, v-^-gea . 

sea*»ffle(^T^fiEsn. v-:«)-sea*«^>»sn 

:^>y©««T*4. 

[0 0 0 81 *»W©:^J*«i. ;*:o3:3©iss^tJ. 

5ff 16 2 }3e>n^'<i7 3'-Sh7>7.7xi'->3>tt& 
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(3) 

3 

[0 0 0 9] ftxefcpi^TKTSfflJcR^ar^. 

[00 10] XSl 

[0 0 11] <:5ffil> liSjffllBfflya^-^-, 

[0 0 121 <^r»2> »*fflBffl:/nt-^^-(DT 
[0 0 13] :^ftlT£>S^7^^xaH 

[0 0 14] :*cffiaffiS«:tU v>ttTfl. pBR322-^ 
PUC »:/^X^H<D:tUv>j5/^03^T#^. »i«7fflfiie 

[0 0 1 51 '^-:^-m^ntbx\t. 
-^'^^yTs^j-vyy^'f^-^- mz \^u^ 

(OS a a * * o x^:f;PE^j^ H $: »± L t) <D ^ 

[0 0 1 61 031C, ^SSiq-fft^atfc-^i^^-pSSDl 50 



it$IIB¥7-l 63379 

PSSDI SV40(O»H^Uv>t«JS8:/ 
D^-i$^- {SV40 ori a P. ) , 16S 7.^vM/yif^ 
tt (16S S.J.) . ^>-^r>>/>iffflar:/t-iJ-;py^>f 
-v-gBS (U ) . \l^u^-^-^ Bgl IliEcoR va 
tt- »>D+^-'-i?(DHiR«a (1 3 TSacoPro *^64 
1 lSB<Oleo , SV40C!>#U(A) ¥!Ml^9 

:^;k pUC «^^^-co^gfi:tUvX y^9^- 
ifitfei^ (AiDP«) . fl7 7-v<0:i-Ui^>^^A/TVi 
*'<i'^-i&ffivm«, -*«7r~i^DNA (cDNA 

«SS^J«:«afCft«f^Ct3&tT^6. ^1t. T7RNA 
*y;t^— tf^fPffl^fUSt, •b>A«RNA ^HHT 
e:n^yD-:/a:bTcDNA^-fy^u-$x^u- 

[0 0 1 71 PSSD2 tt, •>D*t--tfC!>l8R««<0M« 
ffl»lC. Arg-Ser tVi'5E3?II&3IAbT*-5. L^^^^to 
T. aS;i'feU>P^Dx7— tf^f^fflStt^d^ilCct:? 
T, N *Mfc:lll^t)S:SeH*»*T#^. N *Mlcil 

[0 0 1 8] :^S1^IBV^^>«^, X^U~->^co« 

~$:fflV^T#Upt^--tfa»MlE:(PCR) ffiJCj;Oi«SL 
;/i:DNA »r«-i&fflV>Tt)<kV>. t>U DNA »rM'+Jcra*&n 
H>**e«*^:f-:/>U-5^>f >^7U-A*tSfft 

[0 0 19] :^ffi2$^Vi^«S. cDNA(D«^»®a:bT 

fl:$ nfccDNA«s^-r u - C t d^T* -5. 

PKAI fl$M¥4-117292lCi2«) , pcDV ffl. 0 
kayana and P. Berg, Uol. Cell. Biol. 3:280-289. 198 
3) » pCIMI8(B.Seed, Nature 329:840-842, 1987) 

5^- ^ LTf^S^ n^cDNA^ U - C 
t^X^^. pKAlTf^SL^ccDHA^^:/7U-^ffl^.^^a 

v-:^-£aa^rJ-H*r^>DNA9rM-tLT, p 
SSDl *^)t.MipSSD2 (OEcoR V-Nol IKM" iS?u^^- 
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(4) 

5 

[0 0 2 0] xm2 

¥±tt, 19 9 1. . ^^-SV^tt, -*«77'-i^ 

TS^ (»H*4-332284) . 
[0 0 2 21 »«aifitUTtt, ^i5^^^-JCffi*a*n 

COS ajB)&«LTlri-5. ^ 
[0 02 3] XS3 

stttftffl&^fflv^^. ^-tj-m^n\zMt^^m^s> 

*«^<^)'>^ - ^ffi v^irc«'& jci>«^$ p 
-hm\z^o^m'C^^. :^fi<Dif>:/;i/^^6Jc, u 

[0 0 2 4] t>U-T--:^~SfiH;{|t1ftffl$n)!!:«^lC 
[002 5] 

[0 0 2 6] DNAc^a«iAlcH-r^>S*Mi^Sf^:feJ: 
Xitr Molecular Clon 
ing. A Laboratory Manua 
r*>Cold Spring Harbor Lab 
oratory. 1 9 8 9) ICtJEofc. mmn^^n 

mw^m\zm,^tc. 

[0 0 2 7] i^^±)]^SM^:f^\^unm^i;^-<D{^ so 



4$H¥7-1 633 7 9 

6 

s 

y^X5HpUC19 (^T^l'Vvya) 1 0/ig^l 00 
*ffia>Sca I.t^ViTl 0 0»ta:<OPst I TfflflsLfcS. 

0. %%yiiu-7.V)v%%mi\zi>A^. V)\^i)^^it^} 

(ftn74-117292lcett) 1 0 /I g ^ 1 0 0 «fi[(DSea 
I,Ol>Tl OO^ttOPst I TJfilbb^a. 0. 83^7 
iin-7sV)Vn%mi\Zi)^». ^JVi)^^ f l:tUi^>$ 

'>3>». *BaHBI01 0»Hett*fT:feofc. J^Hte 
lft»*^^m8L;^y^X5Hl Oag^l 0 0¥ffioPv 

oil, r^v^Ti 0 o*{a:(OPst I rmitvrc^. o. s 

[0 0 2 8] :/7X^HpKAl (^ffi¥4-117292lCffi«) 
1 0 M g* 1 0 0*fimcc I T^8ft;L;l5:a. ^ 

Wi^fmizi^xwmmiftL. ^vi-ri oo^ftops 
tiTiBfl:Lm 0. 8?67;tfn-xy;i'«a»«{c*^ 

Lfc. Pi«©WrK-*^<y-5/3>», ^fcBSHBlOlO 

U aiB»HI«10*^eBWi:'r^y7X^Hp£AlU T* 
5Ct*«SLfc. pKAlO pKAlT^^^TLT 

V^?^pBBR322 **0:t'jy>^. pUC A*(^*U>?>lC 

[0 0 2 9] pKAlU 1/i g^BstX 1 10 ^fiTtBib*. 
T4DNA *U;*^-if»Cj:D'e©*«^^^»feU T4 
DNA U;^— ifJri:DU>S{tBgl II U >;<;-*»«L 
fc. ilCO'biD^&Bgl II 20*ti:Tfifl:a, T4y;</— tf 
iCiDSfcU pKAlUBS«l»Lrc. pKAlUB 1m g^. 20 
*ffi(OEcoRV , 20*ttOKpD 1 Tmfl:L;/^», :^ffiSC7 
5 6*7;P:^»J7:t;^7ri^— tric:j;r)*acD'J>SS 

[0 0 3 0] t h7>f :/nif;i.3-V«fittHT-1080 o 

cDNA^-fy^U- (1$ra¥4-117292{Ci2«) ;5^e>ttSlC 

[0 0 3 1] t h'>D+:f— e«ttH^^>0N*a 

(1 3 7#a(OPro 1 4 2sgoGiu ) izmm^r^ 

cDNA<7)E^JRtf*>D+:f--1f3' *aK®«<DE^^>ir 
f ^>*0 3iiJB0firtDllA :f iJ:l-7-^D«A (7 

SSDl 5*-GGCGATATCCCTCCTCTCCTCCAGAAG-3' (S 

mm.) 

SSD2 5'-€GCGATATCGATCCTCramGAAG-y (E 

^JS#2) 

SSD3 5'-CGC(XTACa(XAAGAAAGCGGGT0G-3' (E 

mm 3) 

[0 0 3 2] cineco^&jc^uifv-^y^-fT-tu 
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7 

*iaei/fc. ^ftt>%. pKAl-OPAOPst I flftftckO* 
m\jit\.2 kbp (D»r>tl ng^llSIC. ^>«rl.8 

fc. PCR ±dt»*40#&«)BcoR V:BJ:t;30#tt©KpD I 

RM-ICT4DNA >J;tf-'e^fflViTaiSb. pSSDl . pSSD2 
[0 0 3 3] -> j^j-;VS3^^:/f^ H-»P^ i?M^ 

pSSDOfllS 

pIAl-UPA l/ig<OEcoR V, Nae I }Bfi:i»^L5X7:^D- 

7sV)\^mMmzii^\^> jsisoo bp(ocDNA»f)tsy;v<fco 

mnt)^. pSSDl ^A:»pSSD2 0.5/£g$10«ttOEcoR 
V Tfflfta, :^fflSC75 7;V*U7:tX773^— tfJC<fc 

^^-»rM-»CpKAl-UPA**O«300bp OcDNAKit^T4U 
:tf-i?ICJ:r)aiab, pSSM-UPA . pSSD2-IIPA ^SlSiU 

CO 0 3 4] (2) m&Wcm-^%'y^^)\^^^'i^Y 

pSSDl *)$:(ipSSD2 1 /z g ^lOmfiCOEcoR VT^±{C?fi 
flSt;tSi> 2 *fl[<Z)EcoRIT37T:. 45|}^ra®ffl»S{b^ 

[0 0 3 5] h hJl3B»?€H^ (TNF-a) ^^rgcDNA^ 
#tt:/7X^ HpKAl-TNF (1$gg^-117292iCl2ft) 1 /t 
gOBal I :fei:r;BcoR Iffi{fcft*L5« 7«D-xy;V 
«a*»JC;5^tt. ttSOObp C!)cDNAer>Tr«ry;i^<tD*BIU 

T:^najMio9 ^wsfm\.it. %htvitwsfm»<j> 

I/. pSSDl-TNP * PSSD2-TNP ttfc. 

[0 0 3 6] (3) y-y>7^^5'^-5'-m 

SBT 1 HcDNA^WT ^pSSOcoWSt 

t h:/7;^^/-y>7i'^'<-5'-ffl«B^ 1 (pai- 

1 ) ^±:&cDNA$§tTy^X^ HpKAl-PAIl (jSlB, S 
aae^SB*. 3 8#3^, 4 5 8- 2 6 7M) 1 Ug 
OEcoR K Sta I m{b'»$:1.5X7:^D'~xy;i/m^» 
»lC*^tt, «220bp <3!>cDNA»rfr«y;i/^D*«»HU, 
#J«E«<^pSSDl *rclJpSSD2 <^'^^t$^-»rK-tCT4U^ 

cat, #^>n;^fl^He»«:(ow-r^y^x$H<o»«r 

^nU'olt. »>a^:^~-tfcDNAf}'0 2*^(OEcoRI 1^" 
-^h^^aaT^D- ISOC^ tfcDNA 5' ffl±«S{C 
PAM cDNARH *«»A3nTVi-5t>CD$S«L. pSSDl- 



(5) 4tM¥7-l 6337 9 

PAIl. pSSK-PAIiaiL)^. 
[0 0 3 7] y^:^;l.g3^^::r^F' »P^±— tfH^ 

pSSDl , pSSD2 1 It g ^EcoRV ^iNot I TJBfbS. 0. 

[0 0 3 81 fchiffl»i|U>2}^--"Tfflatt0937**ii«NA 

^v^}- (»H¥4-117292k:ffi«) 1.5 Mg ^EcoR 
10 V« AorE52, Spe I . Sac I « Pvd IK PnaC IT^L 
m T4DNA 3RU;<^-iflCi:D¥«*«fttfc. 
icNot I TiBfcUm :*:BBC75 7;l'AU7:t;^7r 
tflc<t05|d8U>BS§l»*bfc, j:cDcDNA^-f:/ 

/-f >cDNA*^tTEcoR V-Not lBfM-&T4 DNAUltf— tfIC 
[0 0 3 9] COS-7 Wia<0h^>X7x^->3> 

20 -;PXh5^5r)j^6«a:3*J;3i;T'>«««3tU 100 
Ug/ml 7>fcr>/U>&^2xn2Bi! JCfllSUit. 37t:T 
mffl30»««a, '\;WX-7r—>lI13K07S«iat50a 
1 *1IDA, S&Kl6«mS«tfe. C<DS««lC"::>Vi 
Ti5,oooiEie, 5 ^%(r>%K>^2mk'&}u. :A:MS«:$ 

^^JC»Sbfc±fll^^rc. C(7)±ffi[1.2iDl {C:«LT20 
X #UX^l/>i^U3-;k 2.51INaCl »«0,3dI ^» 
ftlL%5>K:8^U, SiatCTlO^fflttBSi. IS.OOOgl 

a:««:120 /t l<Dh'JX-EDTA (pHS.O ) tCBSbv C 

3&^e7;i^;^UU5^XttlcJ:D:?^7X5FDNA ^ttfflU 

[0 0 4 01 -9';i'1?BA«ttS»fiC0S7 (ATCCkOi^ 
so li. lOX ^l^m^]^Uni^'^ti9}\^v^^^-9 
;Pe%{DMEM)«(>, 5ICO2 ^p«ET, 3rCT««L/;/5:. 0.7 

-0.8x10* fia)C0S7fflft$6Ayw-h (x>^^tt, :?^c 

mmtM ) iCttA, 5%C0i #fiET. 37X:T20'-221^W 
U $^(C50BMhUXi&» (PH7.5) ^StfDMEM (TDUB 

40 yi)x^wm\^lt. z.(r>im\z^^y^}\^ (77-v« 

-2 iL 1 t)U<li2*gU)NA 1 -2 /ig) 
0.4iiig/Bl DEAE x=^Xh7>'&WTMEM O.SbI ^»Ja 

sjiscoa s«ET. 3rcT4«ffflSiiLfc. i^>y;w« 

TDMEH TmBSffi^ft^U, 100/tM ^DD 

^>^WTDMEM 111 ^SJdL. 5XCO2 #eT, 3rCT3 
^fflSSbX!:. C0«[&ISt5&L, TDMEM tCTfflJg^S^ 
lOX <^v»ieif[lfl|^:m)MEM$lAft/^D2iill]D 
A, 5XC0. fiFfiT. 3rClCT5 0-lBraJS«U/i:. 
[0 0 4 11 a«±g(07-y'fc-f 

2«'>v7^yuy-y> (V'f;i/Xtt) , o.5X7;yp- 
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9 

X. M iSft*;Vi/'>A?&^tr5(hilU>KS«?8f (pH7. 
4) ioDUcio*tt®thhD>t> mmnm) 

S«-h«iO;i 1 *7>r:/'j>:/V'-h»c««, stt. is 

[0 0 4 2] pSSDl-OPA . PSSD2-UPA . pSSDl-TWP . pS 
SD2-™p V pSSDl-PAIl. pSSD2-PAIl©-*jSWA S^tJ 
7 7-i^9ffi«lc J: r) )^R<^L:&C0S7niB© 6 Q»© 

[0043] 
SI 





immnm (en) 




0 


PSSDI-QPA 


1.3 


PSSDI-DPA 


1.3 


pSSDl-TNP 


L45 


PSSD2-THP 


1.25 


pSSDl-PAIl 


1.35 


PSSD2-PAI1 


1.3 


pSSI-1 


1.2 



[0 0 4 4] :5«2T<^fitfcJgfie«ftlCr)l'iT. tt 

S7©««««»'fc7 4 ft) >»i!HStt*:rrS t>©*tV>< 
OGCGATATCC CTCCTCTCCT CCAGAAG 

e^^: 2 
&m<0&tS : 2 7 

OGCGATATCG ATCCICTCCT CCACAAG 

&mn : 3 

jB?iI©fi$ : 2 6 

CGCOGTACCA GCAAGAAAGC GGGTGG 
[B3] *3IM©:/7X= HT^SpSSDl . pSS02 9. 
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10 

♦ tJA^BftSnft:. •^•©'^'©— pSSI-lk:oV>T. -t© 
5 • *«©«SEJi5*ft^Ufcti5v i^ssaynx 
*i<iJ*>37aeH©5' *«RlB«tB»3H>*> 

f> 1 2 2SB®Lea *-C®Si?ffi« (xJ'TJ-Jl'E^SItt 

S^tf) c:©S5^&5'D-:/tbTffl 
v», 'bt©7'f:^7»J-«xj'y-r>jf-r5ct»cJ: 

0. i>»se:/Dx*i^'j*>37aeH©s±ficiHw 

[0 0 4 5] a4C7^:^'J>S»gttS*L&J^D- 
iO >©cWIA»»0«liS«*t*T*U&. W-ftife. 5* 

afi*i.»c»»3n-5;:t«s«c-ri. Lfc*»oT. c© 

[0046] 

n-FrScDNA. Ta*5-6BI!liBtL.T©Mfflffifi3»tiS 

[E^] E^^ : 1 

E^©fi$ : 2 7 

E^©aiei : ffi©€(S ^J£DNA 

* 

27 

^E9ll©»i : fi©ttS ^ADNA 

27 

■*csmo>mm:mmi ^adna 

★ 

26 

[04] v'^^t^^E?^'^:/9'^'-'^D+:^— jfM^se 

9cI»U©«|iS$^-rH. 
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(7) 



7-163379 




DNAIfi;- 



[02] 



[H3] 



Boeai BgXXZ BooRV 

TC C J UXI ICaTCTOCTOCTOClM mCC TOCTCTOCr pSSDl 
Pro8«zS»rFre 
(CCT) p88D2 
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(8) 



1S88¥7-1 6 3 379 



pSSDI-UPA 



pSSDl-TNF 



MA] 



03 



IjO 
I 



pSSDI-PAII 
pSSX-1 
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